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Detailed protocol 


This protocol is used to generate FAM150A and FAM150B conditioned medium if you don't have purified ligand proteins. The plasmids used are pTT5- 
FAM150A-HA and pcDNA3-FAM150B-HA (both with HA tag at C terminal, for detailed sequence please see the end of this protocol). 


1) Seed HEK293 cells (~5x1 08 cell/dish) to 10-cm dishes in DMEM complete medium; 

2) When the cells reach 80-90% confluence (monolayer), transfect with 8ug of pcDNA3 empty vector (control) or pTTSFAM150A-HA or pcDNA3-FAM150B-HA 
plasmid using Lipofectamine 2000 or Lipofectamine 3000 (less toxicity) according to manufacturer's recommendation; 

) Six hours after transfection, change the medium to fresh medium without serum; 

) Further culture the cells for another 48 hours and then collect the medium; 

) Clarify the medium by centrifugation at 2,000rpm for 5 minutes to remove cells and cell debris; 

) Keep medium at 4C fridge (can last for two weeks) or aliquote and freeze at -20C. 
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pTT5-FAM150A-HA (modified based on pTT5-FAM150A, a generous gift from Five Prime Therapeutics), the sequence of FAM150A-HA is shown below 
(Yellow: FAM150A CDS, green: linker, cyan: HA tag, red letters: start and stop codons) 


GTTTAA 


pcDNA3-FAM150B-HA was synthesized by the Palmer lab, the sequence of FAM150B-HA with flanked Hindlll and Notl sites is shown below (green: restriction 
enzyme sites, yellow: FAM150B CDS, cyan: HA tag, red letters: start and stop codons) 


BAGGMEcacc 
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